Introduction
Malignant tumors comprise the second leading cause of death among noninfectious diseases. Lung cancer is the leading cause of cancer-related death among males in both developed and developing countries and has surpassed breast cancer as the leading cause of cancer death among females in the developed countries. 1 Lung cancer risk is not fully understood, but it has been commonly considered to be associated with many factors, including genetic and/or environmental factors. It is well known that smoking is an important risk factor for lung carcinoma. However, in China, the smoking rate for females is far lower than that for males. While females comprise ~52.4% of the total population, only ~2.9% of females are smokers, 2 and ~53% of female lung cancer patients have no history of smoking, 3 suggesting that genetic factors and other risk factors, such as occupational exposure and air pollution, may play very important roles in the development of lung cancer.
4156

Tong et al
The development of lung cancer is a complicated process that is affected by environmental risk factors and genetic factors. There are many genes that are associated with lung cancer, including methylenetetrahydrofolate reductase (MTHFR). MTHFR is a key enzyme that plays an important role in the metabolism of folate in the human body, by maintaining the normal metabolism of folate, which can regulate intracellular DNA. 5 It also plays a part in maintaining the stability of single-and double-strand DNA, DNA methylation, and chromosomal integrity. 6 The MTHFR gene is located on chromosome 1 at 1p36. 3, 7 and C677T (rs1801133) is present as a single nucleotide polymorphism (SNP) in the gene encoding region of the common MTHFR. The variation in the fourth gene exon consists of a cytosine (C) mutation to thymine (T) that results in an alanine-encoding amino acid substitution. The variation causes the thermal stability of MTHFR to become reduced, thereby reducing the enzyme activity. It has been reported that the MTHFR enzyme activity of the individual carrying homozygous mutant genotype is only 30% of that among the wild-type carriers. 8 The reduction in enzyme activity can lead to low methylation of the genome, which is associated with susceptibility to many types of cancer, including lung carcinoma. The C677T (rs1801133) and A1298C (rs1801131) polymorphisms are the most common SNPs in the MTHFR gene. A previous study determined that MTHFR C677T can modify the enzyme activity of MTHFR. 9 It has been reported that MTHFR C677T is associated with susceptibility to many malignancies, but the conclusion is not definitive. [10] [11] [12] [13] [14] [15] Hajiesmaeil et al reported that MTHFR 677TT genotype played a protective role and that MTHFR 1298CC genotype could be seen as a genetic risk factor for cervical cancer. 16 However, the most recent meta-analysis indicated that no significant results were shown in C677T polymorphism analysis; nevertheless, MTHFR A1298C polymorphism could increase the risk of cervical cancer. 17 In addition, several previous studies have reported the relationship between MTHFR C677T, A1298C polymorphisms, and colorectal cancer susceptibility.
18-21 But Lin et al and Naghibalhossaini et al drew the opposite conclusion about MTHFR C677T. 20, 21 The association between MTHFR C677T, A1298C, and breast cancer has also been explored. Hardi et al reported that rs1801133TT genotype could increase the susceptibility of breast cancer comparing with wild-type genotype. 22 A meta-analysis published in 2016 summarized that the MTHFR C677T polymorphism showed significant association with lung cancer in Asian and overall populations, but not in Caucasian populations. Xia et al have reported that MTHFR C677T polymorphism was a risk factor for gastric cancer and that A1298C played a protective role against gastric cancer. 23 However, other articles showed exactly opposite results about these two polymorphisms. 24, 25 There are still many controversial results in other cancer types, including prostate cancer, bladder cancer, head and neck cancer, leukemia and lymphoma, nervous system cancers, etc. [26] [27] [28] [29] [30] [31] The purpose of our study was to explore the association between these two common polymorphisms in the MTHFR gene and the lung cancer risk.
Materials and methods
Data collection
This study was devised based on a molecular epidemiological case-control study. All patients in the case group were selected from Shengjing Hospital of China Medical University in Shenyang, China, from 2010 to 2015. The inclusion criteria of the case group were as follows: 1) patients with newly diagnosed lung cancers, 2) histopathologically confirmed disease as determined by experienced pathologists, 3) no previous radiation therapy or chemical therapy, 4) no history of cancer and metastatic carcinoma, and 5) only female patients. The controls were selected during the same period from the hospital's physical examination center to assess the health of people who did not have cancer or respiratory diseases. The controls were matched to the cases by age (±5 years) and gender. Based on the calculation, a total of 388 patients and 388 controls were included. Five milliliters of venous blood was drawn from all subjects for SNP genotyping when they were included in the study. The study was approved by the ethics committee of Shengjing Hospital of China Medical University, and written informed consent was obtained from each participant. This study was conducted in 2016. The authors had no access to information that could identify individual participants during or after the data collection.
snP genotyping
Genomic DNA was extracted from the venous blood of the participants using the classical phenol chloroform method. The TaqMan fluorescence probe method was used to genotype the samples of DNA using the Applied Biosystems 7500 Real-Time PCR System. Ten percent of the participants were randomly selected and divided into two groups, which were supervised by different managers in order to ensure the appropriate quantity for each assay. A 10% masked, random sample of subjects was tested twice by PCR-restriction fragment 
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statistical analysis
The chi-squared test was used to analyze the differences between the categorical variables of the two groups; the chi-squared goodness of fit test was used to calculate the Hardy-Weinberg equilibrium. Logistic regression was used to calculate the OR and 95% CI to evaluate the relationship between susceptibility to lung cancer and the MTHFR polymorphisms. The ORs were calculated for the homozygote model, heterozygote model, dominant model, recessive model, and additive model. The associations were also analyzed in subgroups of different pathologic types of lung cancer. All reported P-values were two-sided, and a probability of 0.05 or smaller was considered statistically significant. The statistical analyses were performed using the SPSS 20.0 software.
Results
A total of 388 patients and 388 controls were included in the present study. All of the subjects were females. Mean ages of cases and controls (mean ± SD) were almost identical (56.1±12.0 and 56.1±11.6 years, respectively) due to matching. There were no significant differences in the distribution of income and education between cases and controls. However, the distribution of smoking status was significantly higher in lung cancer cases (27.1%) than in healthy controls (20.1%) (P=0.006). The distribution of the MTHFR C677T and A1298C genotypes in the control group was in accordance with Hardy-Weinberg balance (P=0.777 and P=0.429). We analyzed the relationship between MTHFR and different lung cancer types, including lung cancer, nonsmall-cell lung carcinoma (NSCLC), lung adenocarcinoma, and squamous cell lung carcinoma.
First, we analyzed the association between MTHFR and the risk of lung cancer (see Table 1 ). For the C677T polymorphism (rs1801133), the association indicated that the TT genotype carriers of MTHFR had an increased risk of lung cancer compared with the CC genotype carriers (OR =1.550, 95% CI =1.026-2.342, P=0.037), and the recessive model (TT vs CC+CT) also showed a significantly increased risk of lung cancer (OR =1.401, 95% CI =1.038-1.891, P=0.028). The T allele had striking statistical significance toward enhancing the risk of cancer compared with the C allele (OR =1.262, 95% CI =1.031-1.544, P=0.024). For the A1298C polymorphism (rs1801131), however, the association revealed that the CC genotype carriers showed a decreased risk of lung cancer compared to the AA genotype carriers (OR =0.302, 95% CI =0.096-0.946, P=0.040), as did the dominant model (CA+CC vs AA: OR =0.671, 95% CI =0.483-0.930, P=0.017). In summary, the C allele, compared with the A allele, could be considered a protective factor against lung cancer and played a positive role in reducing the likelihood of lung cancer.
In the statistical analyses, we determined that the CC genotype in MTHFR A1298C showed statistical significance compared with the AA genotype in NSCLC (Table 2) .
Next, we analyzed the effect of MTHFR polymorphisms on the subtypes of lung cancer, especially lung 
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Tong et al adenocarcinoma, as shown in Table 3 . For the C677T polymorphism, the T allele was a risk factor compared to the C allele; the T allele showed a statistically significant increase in the incidence of lung adenocarcinoma ( =0.476-0.918, P=0.013) . The statistics showed that the CC and CA genotypes of MTHFR 1298 polymorphism were associated with a significant decrease in the risk of lung adenocarcinoma, compared to the AA genotype (OR =0.215, 95% CI =0.048-0.971, P=0.046; OR =0.679, 95% CI =0.473-0.976, P=0.037).
95% CI
In addition, we also analyzed the relationship between MTHFR polymorphisms and the risk of squamous cell lung carcinoma, as shown in Table 4 . No association was found between the MTHFR genetic polymorphisms and risk of squamous cell lung carcinoma.
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Discussion
Folate is a micronutrient that provides protection against lung carcinogenesis.
32 MTHFR plays an important role in folate metabolism in vivo, where it catalyzes the irreversible conversion of its substrate 5,10-methyltetrahydrofolic acid to 5-methyltetrahydrofolic acid. 5-Methyltetrahydrofolic acid is the main form of folate in circulation in the body, and it provides the methyl group for the synthesis of methionine. As the S-adenosine methionine (SAM) precursor, methionine is converted into SAM in vivo. The major function of SAM is to provide the methyl group for the majority of biological methylation reactions in the human body, including DNA methylation. 10 Abnormal changes associated with various cancers will manifest as abnormal DNA methylation, including oncogene hypermethylation and hypomethylation in the genome. DNA methylation changes caused by the abnormal expression of corresponding genes may play an important role in the occurrence of cancer. Therefore, our study of the relationship between methylenetetrahydrofolate reductase and the risk of lung cancer shows significant biological plausibility.
From our data, we have obtained evidence that the MTHFR C677T gene polymorphism was significantly associated with increased lung cancer risk in the investigated population. The risk of lung cancer for carriers with the MTHFR C677 TT genotype is 1.550 times higher than the risk for carriers of the CC genotype. The reason may be that the MTHFR enzyme activity of TT genotype carriers is weak, which affects the regulation of folate metabolism by MTHFR with a subsequent effect on the development of cancer. 10 Compared to the CC encoding enzyme activity, the encoding MTHFR enzyme activity of the CT and TT genotype carriers is less than 35% and 70%, respectively. 8 The low activity of the CT and TT genotypes of MTHFR toward generating the catalytic reaction products of 5-methyltetrahydrofolate, the levels of which are consequently decreased in the body, may cause abnormal changes in DNA methylation, thereby increasing the risk of cancer. Therefore, the conclusions of this study are consistent with the results of previous studies. [11] [12] [13] The MTHFR C677T gene polymorphism is a risk factor for lung cancer.
Compared with the C677T gene polymorphism, the number of studies pertaining to the MTHFR A1298C gene polymorphism is relatively small. After a massive relative literature and meta-analysis was conducted, no statistically significant association was found between the MTHFR A1298C gene polymorphism and susceptibility to lung cancer, 9 but in this study, we reached the conclusion that the A1298C gene polymorphism is a protective factor in lung cancer. For example, the CC genotype carriers were at lower risk to develop lung cancer than carriers of the AA genotype. This is clearly inconsistent with previous findings, so a definitive conclusion cannot be easily drawn. The reasons for this difference might be as follows: 1) the sample size may not be large enough, generating an imperceptible error that is applied to an entire population, and 2) these participants may not be appropriate representatives of the overall population, which may result in a selection bias in the study.
Several important limitations of our study are as follows. First, the selection bias may not be avoidable because all subjects were exclusively recruited from hospitals. Second, the lack of environmental risk factors limits the analyses of the gene-environment interaction. Finally, our study is limited to Chinese women. In future studies, a larger population of lung cancer patients is needed to verify the conclusion in different races. Because the result is only a statistical estimation, further experimental studies concerning the biological validity of these results are required and urged.
In summary, this study indicates that there might be correlation between the polymorphisms of the MTHFR gene and the risk of lung cancer in the female Chinese population. Nevertheless, these results still need to be further verified in the future.
